, related to Figure 1 (A-C) Induction of protease mediated Th2 cell-type inflammation in Rag1 -/-mice. WT (■) or T/B/NKT cell deficient Rag1 -/-(■) mice injected with papain or control (□) as described in Figure 1A were sacrificed on days 2 and 14, followed by quantification of myeloid populations in the lung (A) and bronchoalveolar lavage (B) using flow cytometry. Cytokine levels in bronchoalveolar lavage were quantified by ELISA (C).
(D) Induction of Th2 cells after papain stimulation as measured by in vitro re-stimulation.
Lymphocytes from indicated tissues were re-stimulated with immobilized anti-CD3ε and anti-CD28, followed by analysis of cytokine production by ELISA.
(E-F) Intracellular GATA3 analysis of CD4 + T cells. Intracellular GATA3 staining was performed to assay the induction of Th2 cells. Briefly, to establish control staining, naïve CD4
hours. Cells were subsequently stained with fixable viability dye and mAbs for cell surface markers (CD45, CD3, CD4, CD19, NK1.1 and CD25), followed by fixation/permeabilization and staining with isotype mAbs or anti-IL-5 and anti-IL-13 mAbs and analysis by flow- Data are representative of at least 3 independent experiments. Mean ± S.E.M. in A-D and M.
Number represents percent gated cells in dot plots and histograms. * = p < 0.05 ** = p < 0.01 *** = p < 0.001 (two-tailed Student's t-test). (C-D) Lung explants were prepared from agar-injected lungs, and cultured in trans-well inserts in 6-well tissue culture dishes. Bottom compartments were spiked with chemokines or PBS control, creating a gradient. DC trans-well migration was measured after 14 hours by collecting the entire top and bottom well content, followed by flow cytometric analysis for CD11c + MHCII + DCs. Absolute DC numbers were determined using CountBright beads, followed by subsequent calculation of percent DC migration (D).
(E) Naïve WT mouse lung explants were stimulated with papain ex vivo, cultured in trans-well inserts, and exposed to a CCL21, IL-13, or PBS (control) gradient as in (C). The percent of DC migration was calculated after 14 hours.
(F) Whole lung leukocytes (1.5 × 10 5 cells in 200 μl media) were stimulated with PBS (control), IL-13 (10 ng/ml), or PMA + ionomycin. Culture supernatants were analyzed at 24h for PGE 2 concentration.
(G) Microarray analysis for gene expression. Naïve WT lung ILC2 gene expression (Halim et al, 2012a ) was compared to publicly available (ImmGen) gene expression microarray datasets of mature myeloid and lymphoid lineages. 
